Cloning Timeline

Day 1

PCR set up.

· Supplies:

Template, Primers

96-well plate

KOD kit

Pipets, tips

Thermacycler

Day 2
Agarose gel/PCR clean up/Picogreen
Running PCR product on agarose gel to check for amplification. Clean PCR product and then do picogreen analysis. Prepare two 48 grid plates for plating.
· Supplies

Pipets and tips

Agar

Gel loading dye/ethidium bromide/TAE buffer

QIA Quick PCR Purification kit per manufacture’s protocol

TE

Picogreen

Optical plate/96 deep well plate
LB/Agar/AMP

Day 3
LIC reaction set up. Annealing, transformation and plate out. 
After plating incubate the plates over night in a 37°C incubator.

· Supplies

LIC reagents/T4 DNA polymerase

Pipets and tips

96 well plate

Thermacycler

pMCSG fraction A

BL21 cells

Incubator 37°C
LB/2XYT

Day 4
Expression and Solubility Assay preparation

Pick colonies into deep well block and incubate at 37°C with shaking to an OD600 of 0.5. From this culture prepare frozen stock (store at -80°C) and add IPTG to remaining culture and induce overnight in a 20°C incubator. 
· Supplies

Deep well blocks

Spectrophotometer/cuvettes

Glycerol

LB/2XYT/AMP

20°C incubator

Day 5
Expression and Solubility Assay 
Expression Assay: Spin down 200µl culture and discard supernatant. Resuspend cell pellets in 30µl of SDS loading dye. Denature and run it on SDS page gel to check expression of proteins. 

Solubility Assay: Pellet remaining  culture and discard supernatant. Prepare lysis buffer and add it to each sample, mixing with pipettes. Incubate 20 minutes and freeze thaw three times. Centrifuge for 10 minutes at 4000rpm  at 4°C. Transfer supernatant to loading dye. Denature and store at -20°C.

· Supplies

PagrGold gels

SDS loading dye


Centrifuger


Pipets and tips


Lysis Reagents

Day 6

Run Solubility assay on gel. 

· Supplies

PagrGold gels

Day 7
Permanent Freezer Stock

Select targets based on expression and solubility to make freezer stock.  All soluble and expression targets (ratings 1 through 3) will be used. 

Make permanent freezer stock from the freezer stock that was prepared earlier. Inoculate 1ml of LB/Amp/2XYT medium (in 96 deep well block) with 20µl from frozen stock. Incubate at 37°C overnight. 
· Supplies

Deep well blocks

LB/2XYT/AMP

Incubator 37°C

Day 8
Permanent Freezer Stock

Collect bacteria from the overnight culture by centrifuging for 10 minutes at 4000rpm at 4°C. Discard supernatant and resuspend pellet in 200µl of LB plus 8% DMSO. Store frozen stock at -80°C. 
· Supplies
Deep well blocks

LB/2XYT/AMP

Centrifuger

DMSO

